HEK293T and Raw264.7 macrophage (American Type Culture Collection) cell lines were maintained in DME supplemented with 10% fetal calf serum at 37°C/5% CO 2 . Transient transfection of HEK293T cells with the plasmid harboring the full-length mouse Tlr8 cDNA (pTLR8-HA) fused to a HA epitope at the 3′ terminus was performed with Lipofectamine2000 reagent (Invitrogen) according to the manufacturer's protocol. HEK293T cells were grown for 24 h after the transfection procedure, and were subsequently either fixed with 4% PFA for immunofluorescent detection or lysed in RIPA buffer (150 mM NaCl, 50 mM Tris, 1% NP-40, 0.25% sodium deoxycholate, and 1 mM EGTA) supplemented with a protease inhibitor cocktail tablet (Roche) and the phosphatase inhibitors sodium orthovanadate (1 mM) and NaF (1 mM) for Western blot analysis. Raw264.7 macrophages cultured on 12-mm coverslips were fixed for confocal immunofluorescence detection, and macrophages cultured on 6-well plates were treated with 100 μM R-848 for the indicated times, and then lysed for Western blot analysis.
Neocortical neurons were isolated from mouse E16-17 embryos and cultured in neurobasal medium (Invitrogen) supplemented with B-27 (Invitrogen), 0.5 mM l-glutamine, and 1% antibiotic/antimycotic solution. 5 μM Ara-C was added into the culture medium after 2 d to eliminate proliferating glial cells. Neurons cultured for 5 d were detached by incubation with 0.25% Trypsin-EDTA solution (Invitrogen) for 5-10 min. The detached cells were centrifuged and the cell pellet was collected, washed, suspended, and subsequently cultured in the DME/F-12 (1:1) medium supplemented with 10% fetal calf serum at a density of 1 × 10 5 cells/well. After 2 h of cell attachment, the replated neurons were washed twice and the medium was replaced with the aforementioned neurobasal medium containing 100 μM R-848. Neurons were further grown for 18 h, and then fixed with 4% PFA and double immunostained with anti-βIII-tubulin and anticleaved caspase3 monoclonal antibodies for the morphological analysis. Figure S1 . Specificity of the affinity-purified anti-TLR8 polyclonal antibody and the axon-specific expression of TLR8 in the embryonic brain. shows that neurite length (B) and neurite number (C) were reduced, whereas apoptosis (D) was markedly increased in neurons stimulated with R-848. Statistical analysis was done by t test. **, P < 0.01 versus control. Data are the mean ± the SEM for triplicate determinations. Similar results were obtained from two independent experiments.
